Fractionation of soluble and insoluble UCH-L1 in HT-22 cells
To obtain soluble and insoluble fractions of UCH-L1, we followed the method reported by Kabuta et al. (Reference 17) with small changes. In brief, HT-22 cells were plated at the density of 5 × 10 5 cells/60 mm plate, grown for 24 h, transfected with 3 μg of DNA per plate (DNA plasmids used in this experiment are same as the plasmids used in xCELLigence RTCA experiments) using Lipofectamine 2000. Cells treated with 0 or 0.3 mM of H 2 O 2 in HBSS for 2 h (37℃, 5% CO 2 ) as previously described, were lysed by scrapping cells with 1% Triton X-100 lysis buffer (250 μL per plate), passed through blue tips for six times, incubated on ice for 15 min. After centrifugation at 20,000 × g for 10 min at 4℃, supernatants were mixed with the same amount of SDS gel sample buffer, boiled for 5 min at 95℃ and this was the nonionic detergent-soluble fraction. Remaining pellets were washed once with lysis buffer, centrifuged at the same condition, and remaining supernatants are clearly removed. 100 μL of SDS gel sample buffer was directly added to the pellet, boiled for 5 min at 95℃ and this was the nonionic detergent-insoluble fraction. As a result, the insoluble fraction is 5 times more concentrated (5x) than the soluble fraction. Soluble and insoluble fractions of UCH-L1 (wild-type and cysteine mutants) were assessed by Western analysis. Data were presented as the means ± S.E. of three independent blots (**P<0.01, ***P<0.001). Table 2 and 3 (in the order of appearance in the table). 
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Representative 2D-PAGE images of hippocampal proteins of control, CRS-9D and CRS-14D mouse. 
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Soluble and insoluble fraction of wild-type and Cys mutants of UCH-L1 in response to oxidative stress. HT-22 cells overexpressing WT and Cys to Ser mutants (A) or WT and Cys to Asp mutants (B) of UCH-L1 were exposed to 0 or 0.3 mM H 2 O 2 and then soluble and insoluble fractions were separated by cellular fractionation. Control (designated as Cont) means cells transfected with empty pcDNA3.1/myc-His(-) A vector. Proteins from each fraction were analyzed by Western blotting and band intensities of each blot were quantified by densitometry analysis. β-actin was used as loading control. Signal intensity of UCH-L1 was normalized to that of β-actin. Bar graphs show relative signal intensities of various UCH-L1 constructs compared to the signal intensity of wild-type UCH-L1 treated with 0 mM H 2 O 2 . Data were shown as the means ± S.E. of triplicates (ns: not significant, *P<0.05, **P<0.01, ***P<0.001). Representative MS/MS spectra of post-translationally modified peptides of UCH-L1 listed in Table 2 and 3 (in the order of appearance in the table). Figure 7 (Continued) 
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